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3. T5/-fe-f^&: 

(1) NHF^2.0X10 4 cells/welU DMEM' 10%S(+)~C24well plate&d#:ffi 0 

(2) 5 B fl^Un^/K^MiU^ &fe&jfiL»DMEM^£iSlU^ 

(3) ^c3teSrfl8lt(4hr)„ atfi^r^aj^n— /WilOOmM PMG$&&P^£U5:„ 

(4) lBM^*^(X40) o 

(5) «it5i£MTT Assay£rJBV\ $J^$t;ft540nnu *fflgS^655nm<DJtfefe*Sr 
4. 

lffl^Jt^*(%)=([^^y/V^POD(540nm)]-[i?-^7 o /V^POD(655nm)])/ / '([=3 
/VOD(540nm)]-[=t^hn— /VOD(655nm)]) X 100 

[0038] <tMMm ^->^Bfc > 
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Irises tfrui^'mft) , , ?*V->(mkft) 

Ty^Mk: 1. B16lHJ3a^3.6X10 3 cells/welU MEM-10%S(+)-^W=t^^^j§ 
i&-C24well 

plate ^ffiffio n = 8 
2. 5 daysj&HUfcgK MEM- 10%S(+)-^^y^j3fi— l#ifi&Jfc 0 

imM vc (r^a/wt* mumtvti 0 

B\QmmmMm^\ ^-ciM&x^gm^u m^Mmbtdo^^ 

Bl6m%&i^M^(%) =f-^VVAbs(260nm)/ / 3>'hn— /VAbs(260nm)X 100 
mtLm^&tdO^y-l/^J&m^^l/^ /VAbs{n5nm)/-y-y"7 a /VAbs(260nm)] 
//[n^hn— /VAbs(475nm)/ / 3^hin— /VAbs(260nm)] X 100 
[0039] [MA\ 



MIS 


Contr 
ol 


VC 
ImM 


m 


m 






n 






B16 M 

mm 
mm 
(%) 


100 


21. 42 


97.40 


105. 78 


98. 30 


67. 21 


97. 25 


93. 28 


80. 86 


S. D. 


2. 78 


18. 87 


7. 42 


10. 37 


8. 99 


36. 38 


7. 17 


4. 75 


11. 10 






p<0. 001 




4m- 




p<0. 05 




p<0. 01 


p<0. 01 



[0040] [^5] 
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MS 


Contr 
ol 


VC 
ImM 


f=J 


fit 


iifif 










/ / ■ + 

(%) 


100 


65. 28 


85. 12 


92. 77 


93. 88 


94. 08 


92. 62 


92. 48 


103. 86 


S. D. 


6. 77 


14. 91 


12. 53 


7. 71 


6. 10 


5. 91 


4. 72 


8. 37 


4. 66 


^ M 




p<0. 001 


p<0. 05 


4ffi 






p<0. 05 




4gt 



[0041] ^4^U?H7^^$^fc^^^, M^-f^im^, mnm*47° tomtit. 

[0043] myt^mm^^t{-x^^y^>^^i&m'r^tn^<, wt 

mmm3 

[0044] 

^iXjt&M^"?^ {fyJP—J* (MEL-300A) ) (MatTeK^tM) ^lW/m 2 (D5^ig^ 
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uvb. mu&^4^^%\ ^tvkmmv^ mm(DmMm&=»hv-^bv 

i§#*©350nm!R3feS] X 100 
[0045] fcbH^Tn&Jf^VMil&V^ UVBMIt^i^^^^^^^ii^^^, 

MMM 4 

[0046] <fcM7/1MH^»tlfc> 

tM77i^-rh^20000 cells/cm 2 -eHMGS^Pth^^7— >-|HJi^ffl^#i§ifi 
medium 154S (^mMM$i^£:#M) £fflV ^24well :7V— Mdf«Uh 0 
24^r^^^^-hm,^y-^^^(TfEMit^!J)^«^^^L-C50% 

M£PBS(-)-egfc^fL i w/w%K^^/v«^-7"hy^^WPBS(-)-e^L-c# 
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nm)] X100 

[0047] MY^j^vmmn, mn&^y'w^myt^mmmm^^mt^m^hn 

mmmi&mm^mmm^m^^t^^fc 0 tot, w&i&3t&j&mimMi- 

[oo48] mm&MjfammRTf^9-y>&f&i&m¥tm) 

mmwmmz.^ ^xumQ^ximi 1 \^ ^» 7^121 12 

ftBJfc :«Mt^3Wia(NHF) 

=»9— ^MMfe^yb : m=i9—fr* ^CM^° ^° (PIP)m£rTakara PIP 
kit~e$!|S 0 

(1) NHF^2.0X10 4 cells/welU DMEM- 10%S(+)~e24well plate KWSo 
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(2) 5 0 ra^Hl^^/l^^MCUfcfL iSfeMifiL^DMEM^^mbfCo 

(3) H£)fe$&3feft:&24well platefcg&tti**. JMSrlW (30min) 0 zKv^f 
^n^-hn— /WSlOOmM PMG (y^fife-L-T^=J/Wf /W^v^A) ^n^£Wt 0 

(4) m#tP?S^24B#ra# ^±fe_h?f ^|Ul|Xb/c 0 

II37- ^ ^C^S^ 0 13—° ^° W (PIP)fi:£rTakara PIP kifC8!j j£ 
U JfcVv^J&if JBSrMTT Assay3rffll\ S'J^*540nm N *j-J$$£;ft655nm(Ditfe 
5£A£iT&ofc 0 «ii»«^Mi^=^r-n— /V^100%<i:UT^T^^-etf- 

lHJ3^it^^(%)=([i7-^y/V^POD(540nm)]-[f-^^/V^POD(655nm)])/ / ([=! 
^hn— 7VOD(540nm)]-[3^hci— /VOD(655nm)]) X 100 

=3^— >rV^j^^(%) ={i^-^/kPIPi/ ([i^-^Vk^nOD(540nm)]-[i^-^ 
^/V^POD(655nm)])}/{=i^hri— /VPIPi/([=!^hn— /VOD(540nm)]-[=i^hci 
— /MDD(655nm)])}X 100 
[0049] [^6] 



MS 


Control 


PMG 
lOOraM 




#^7t 


PMG 
lOOmM 


PMG 
lOOmM 


(%) 


98. 3 


138. 2 


122. 2 


126. 7 


168. 6 


153. 0 


S. D. 


8. 6 


23. 0 


6. 4 


3. 4 


4. 0 


2. 3 




VS 
control 


p<0. 01 


p<0. 01 


p<0. 01 


p<0. 001 


p<0. 01 


VS PMG 








p<0. 001 


p<0. 01 



[0050] meRxj^m 1 1 K^tcmmwm^mmnm^^h, at^^gt^, 
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[0051] [^7] 



mm 


Control 


PMG 
lOOmM 






PMG 
lOOmM 


PMG 
lOOmM 


m (%) 


100. 0 


127. 6 


127. 8 


129. 0 


119. 4 


139. 1 


S. D. 


6. 2 


35. 8 


12. 9 


15. 5 


3. 4 


12. 2 




VS control 


p<0. 05 


p<0. 001 


p<0. 05 


p<0. 001 


p<0. 001 


VS PMG 













[0052] m7Rx^mi2\z.^tz.$Ym'T— *i>*^ mffitojfa3bitr)<Da?~&'>'&j$imz.& 
[0053] mnt"(7° nmkjt, mmm?^(D*u>i?igyt%mmwMmmMirz ) -t 

6 

[0054] <^3feM^J;§^*i^J^iim> 

«:^li^m(NHF) 
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Tv±4jjfe: 1. NHF£r2.5 X 10 4 cells/mk DMEM • 10%S(+)"C96well plate^ffi 

So 

i&Jt&mM (0.5, 1, 2, 4hi\ MU&^^° »0.5hr(D^) o 

5%co , 37°c-e5 0 mm^o 

2 

4.MTT Assay£ffll\ S'JS^ft540nm, ^fM^S655nm(Dl:bfe^*^ 

ftteofco M&mMmiMmiW:M<7)=i>hti— /i^ioo%£LT^T»5£-etf^Who 

lfflJ^ii5fi^(%)=([-^^7 o /V^POD(540nm)]-[i^^7VV^7JPOD(655nm)])/([=3^h 
/VOD(540nm)]-[=i^hn— /VOD(655nm)]) X 100 o 
[0055] [^8] 



DMEM 


1%FBS 


5%FBS 


(hr) 


0. 5 


1 


2 


4 


0. 5 


1 


2 


4 






















ii 














(*) 




(**) 








* 














*** 


*** 




** 




** 




** 










*** 








* 








* 








** 


*** 



[0056] ill-^y^^^^^ltbfcf+PJ^^bfcllllS, mi4RXfm8(D^-?frb 
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WFBSmifoXfe, fci&ytmmhr, mi&JtmM0.5hr, lhr\ 4hr\ ^3fem*f2hr-e 

[0057] mMm?4?° (o.5hrmm^)(Dm^mm^fcnm\m^^vfcmi5Rxfm8(D 

5%fbs» mmzm ^x\-immytmm<D^m ^x^M^mmmmi^m^ 
[oo58] ^ummc&v^x^ FBsm&dm^^^m&mm&m^tmti^Mmfa&m 



mm^zfcomm^ umyt. mm^K^^xmmmmm^m^n. FBm 
m^FBsmm<Dm^^xMi&yt^mm#>htitc 0 £i±.xv, mh^mmmx 

[0059] <7*hVT—nmi f £mi&nm> 

xm, z.(D7*hVT—e i^u^tKX'omm^ti^t^btix^^ 

* - 7-/v 2002^6^^- 49-53^—^)0 ^mmn^snytx^m^^ 
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[0060] mm^m 

fch^5^VlM>7.0X 10 5 cells&- 0 60 mm dish, ^SSLfco — HfcY^^^— 
fc&HanksBtCB&U UVB^O. 5 J/m 2 (l W/m 2 ) JRIttLfc 0 &klCHumedia-KG^ 
TJPEpiLife (*J^»tfc^*±§£) ^B&U i^-^/V (^^^{*50%^W^y 
/V, 7*bVT— ifteO. 04Units. 0. 4Units (t°U5:v ? ^-l'-^— tf^lStt) 

UVBM#t6R#5g^-DNAzol reagent (^>^>P^^^|±$!£) ^fflV >T^^ 

[0061] (t°y^^-r^-*£r^ife) 

1% m.m-?v^>m&96 we ii ^^-htttL, 37°c-e2B#ra-r^^-<— huc 0 

20hr^^3.^— hbfCo 0.05%Tween20^;frPBS(PBS-T)-e$fc#i-U 2% ^^/V^ 
iTPBS^At^ 37°ClH#rHl -f^dr^-<— hUt, PBS-T-e$fc#U 2%^J»^/U?^^ 

hbztio PBS-T-ea^u HRPMt&^ffi^V^igGttfc&MMU 37°c-em#^^^ 

dra,-<— hbfCo PBS(PBS-T)-e^m, $fe>^PBS(-)-e^b7t 0 3,3' ,5,5' 
tetramethylbenzidine^lS(l-StepTMTurbo TMB-ELISA(piercef±§!i)) £rgS7JPb, ^ 
h^, 2Ngt^-e^J^^rihfe^ 0 450nm<D®3feg£$iJ^U DNA2 n 

Z?*hV7— H fei/Ty/*?TVTm<Vanacystis nidulans ft U 7*bVT— 

if ^lUnits/mL'a-Wi'^AGI Dermatics|t<DPHOTOSOMES(R)^ffll ^T^PL 

rc 0 

— (450nm) ] X 100 

[0062] mi6\m\^tvt'^v^^4^— (D^m&^istio 
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7*hVT— tfSrO. 04Unit, 0. 4Unit^ni-£££°y^vV^V-^— CO^^m^ 
^hn— ;Vtlt-<Xt-h\^il/2\Z.m^r^, 7*YVT— f©tti^O. 04Uni 
t£^>10{§:I:(£>0. 4Unit^L-Ct, t^vV^V^— ^^{M^J^^M^ 

(D^mmmu m^, o. 4unit^^s^^°*fe^3 i 6^ffli-§^i:^j: ( 9, 

p^w&i&ytmM. ^hyr-ifo. 04unit- mmm?^n&mftffim^ r 
t^v^hyr-ifo. 4unit- mn&?4^&i&%\nm^xm, 7*bVT—ntm 
mm^4^w^^mm -r^ticx*). mm&j K^^mmx^ 0 

-fz>z.b&vsmx&>z> 0 mmm¥^w&ig%:(DmM&%\ ^s^hyr-i* ml 
xmm&^^w^m^mmir^b\^m^mK^&mmm(DDNAmm^ 
mnu %^i\^nuir^b^x^ 0 

[oo63] <^m^^mmm^x^skmmumm> 

o 

[0064] [^9] 
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M 35% 

24°C ± 3 


ir 


R A = a — tt #ttp B p 
CYALUME 6-T>^- X7-fy?^-f^ 

0*tAn^"D- tt CYALUME 6 -T" ^"T J 9 $> 4 






A 1£ 


5^ 

Wife 10 5>mJi 19 ^^jSSrt"? gc#(c LT t 5 




Perimedft PIM H — K y T"^ — ifilflfEft 




£B6 S'J^M^y KA»e>©IEIItSr 5 cm 
ffgljm !)T 3cm X 3 cm 


IR fl^3S3tflE 






3 minis 

1 : S'J^ml 

2 : )S:fcmt^%fo 15 #fi&|+« 

3 : 10 5>« 












Buff <73 m m <d w-mm % * * fc 0 



[0065] Mil#<^— A<^®#^J^Lfc$"J^ltlK 155>M-ML 15#fl&#t&10#&i© 
B#^LfcEll9(a) (b) (c)#^ W^OMSV^^iiJnL-CV^^dSIRfe^ 
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•b£M&Tirz>zbt£<, mMLx\*zzbwsM£ti. mmm^mrnxMrnm^ 

MMM 9 

[0066] <mmi$mn%fe> 

JlS^tt. 1 0 W^^|)5«©I»)©^|!j«:f)tl, 3 0 S ^«3A^5 0 B ICH: 
[0067] [^10] 











101 




5 




3 0 g 


3 


2 




5PI 


4 


1 
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m^mm 

o 

m^mxmm^m 0 

ra ^m^mRxf^xh^t^wmtir^m^mix^mm^mm^mxmt 

w^t^mMmi-4(D\^tb^Kmmcom^i7mxmhm^mo 
[7] fc^ftm^mttzt&mkbtt&mm&m&mxmmm&ytfco 
mmmmmmxmmmm^o 

&mimmir^(DmMm^3oo-i2oonm(D^Mm^mu^fi^b^m 
bir^mMm7xn8mm.(D&mmMmmmxmtum^i^o 
[io] i&m^mMxmmMtm^7-9(D\^nti^mM<vi£MmMmmmxfe 
fcmm&ftfcb&mfr&ttitzb&ftmbttmmmMtxmtMmMco 

[12] ^^Kx^^m^mmvx^^m^mmmMmmRxfxx^^ 
>&)&wmir%^b&w&birz>m?kmimM<Dm ^tm^mx^m&mm^m 

o 

[13] ik^m%<Dm%&&. ifi&yt. mm^t, ^^myt, m^km^m^ 
ti^imxn2m^±(Dm^^xh^b^wi^bir^mMmixm2mm(D 



WO 2005/077458 32 PCT/JP2005/002079 

t^VX^^V(D^^$iJi-§^«J^fc^i^^#m^i-§ff^ill4fE«c(0 

[16] mitmK H^ft. ff)fe, UdM, ^W^Hb^ *^3fed^M^HSiax 
fi2TO±^3fe^5fei-5^^J^fc^^^^#mi:i-?)ft^Jll4X«15fB« 

[is] w&it^ftmftm&is&irzm&mmftfc^ *v-?m^*xz^m~rz>gi 

[19] *^3fe. H^3fe, ff)i£©4S(Drtl«XitSt^^)t(a5 

[20] T^/v^V^XteW^IJVXteT^/vtf >"^M?II#^J#B^M?, & 

[21] ^m^mm^xmrn^m^^mRxf^xn^y-^^m^m-r^t^m 

[22] ft ^il21fEi!c<^3^#:^ T^^/^V^X^^^t^VX^T^^/Vt^li 

[23] wmytzi&m^mMirzzbKxzft^mmij&ko 
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[24] i&m%\z.^^%^m^m^^t\z.^\fVi>^^-<D^m:mm 
[25] %mm&m (y*hvr— tf) *Bimm~-m?fc, ^<^mti^xm^^R 

[26] w^^m^mmir^t^m^m^^ir^b^mtir^^tmmmm 
[27] w&ft&j&m^mMirzfc^mftmbftmmmm &*hVT—i2) ^m-r^ 

[28] ft^tM^/xwk^fi^i^i^iittsiita^st 

[30] ^^^/X^^^a^^i-^^^^J^^i-^jfiL^iitTJPffll^^^o 

o 

[32] mMmoxn3i^tm^nfc^mmmmm^i$-b^m^mmtmK^t>^: 

z^b&ifcmbirzfcmmMtXfemmmMco 
[33] )km^mm^^^rim.n. ?^^v?n, M&n, m.mmM 

(D\^tlfrX&%^b&W&b1-%mMmiO, 18, 22, 27, 32(DV^tL^^CfE^ 
[34] ft 5£J!7, 8, 9, 10, 14, 15, 16, 18, 21, 22, 26, 27, 30, 31, 32^tE*c$tV 

%z.b&!&mbirz>fcmmmtto 
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m 
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